Nuclear factor I (KFI) binds tightly to DNA containing the consensus sequence TGG(N)g_7GCCAA. To study the role of the spacing between the TGG and OCCAA motifs, oligonucleotides homologous to the NFI binding site FIB-2 were synthesized and used for binding assays in vitro. The wild-type site (FIB-2.6) has a 6bp spacer region and binds tightly to NFI. When the size of this spacer was altered by ± 1 or 2bp the binding to NFI was abolished. To further assess the role of the spacer and bases flanking the motifs, two oligonucleotide libraries were synthesized. Each member of these libraries had intact TGG and GCCAA motifs, but the sequence of the spacer and the 3bp next to each motif was degenerate. The library with a 6bp spacer bound to NFI to 40-50% the level of FIB-2.6. The library with a 7bp spacer bound to NFI to only 4% the level of FIB-2.6 and some of this binding was weaker than that of FIB-2.6 DNA. This novel use of degenerate DNA libraries has shown that: 1) the structural requirements for FIB sites with a 7bp spacer are more stringent than for sites with a 6bp spacer and 2) a limited number of DNA structural features can prevent the binding of NFI to sites with intact motifs and a 6bp spacer region. 
MATERIALS AMD METHODS

Synthetic Ollgonucleotides
The synthetic oligonucleotides used in these studies were produced using All plasmld DHAs were propagated in the DH-1 strain of Esherichla coli (37) and were prepared by alkaline lysis followed by centrifugation to equilibrium in cesium chloride-ethidium bromide gradients (38) . Plasmid DHAs used in the competition studies were in superhelical form. To assess the specificity of NFI binding to FIB-N7 DNA, the ability of this binding to withstand competition by pBR322 and pFIB-1 DNA was measured (Fig. 7) . As demonstrated previously, the binding of FIB-2.6 DNA was effectively competed by pFIB-1 DNA but not pBR322 DNA (Fig. 7A) . The binding of FIB-N7 DNA was also effectively competed by pFIB-1 DHA, but in this instance pBR322 DNA also competed weakly for binding to HFI (Fig. 7B ). These 
HKSULTS
P-labelled oligonucleotides were FIB-2.6 (-D-, -0-) and FIB-N6 (-•-, -•-). Competitor DNAs were pFIB-1 (-O-, -•-) and pBR322 (-D-, -•-). The specific activity of the J
Effect of Motif Spacing on Binding
The focus of the present study is on features required, in addition to the consensus motifs, for NFI binding to DNA. The data presented in Table 2 show 
